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^ o 

m^UXViS (02^S 2000-270877 2000-270878 

2000-270879 , 21 © DNA ^-T 0 7 i^-f mmizmmm^it^'ji 

y)Uzmm^mmi\!:,'r^:bmtVT\t. mx\t. H-JHt^t bXAcrylamide 
phosphoramidite (Acrydite ™) ^fflV>X, *S^lf ri;Hb^i^^f^fifeb. Clti^ 

tc:H^'fkt-^:&?*75^'^e)nTVi§ (Nucleic Acid Res.. 27. 2649 (1999) . WO 

98/3935i-^^^#^#M) . ud^b, mw^m^(D\i-y\,^<j^mxw.m%. 

^T^SfeJsd, iR^<t< lf:ii;W^^SArsc:<i::^^T#;^Vi (BioTechniaues 27 
:592-606 (1999)) o ^fc> >i^7.J)^U T ^ ^'-T M^mji^'^tBX^)^ c: i:;^)^ 6,. m 

1 

BNSDOCID: <WO__02062817A1J_> 
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^ K^^Tfd PCR ^froc tx. < K-D^miz if^LMtm^^mm-t^ z. 
i-j^D^sn^t)©-!?^^ (1) \z^no^\f.=.M\:>mw(Dm^i5^. (s) 

^fxVi, ^sn^'bfDTab^ (1) \zUWL(D\i-Mtmm<o^T^:^m. (4) fc* 

U'^n^Ofs.< ii^imx^^ (1) — (3) cZ)Vif n^O^JdfBS® H r:;V'fb^^ 
(DUm.-^tk. (5) I^S14^t;-^#?®^^tT(c:t:n;Ht:SiiS:€ff (1) ~ (4) 
(^)V:»Tn75Mc:fB«©tfn;Wb:^m(Z)M3t;^S, (6) (1) ~ (5) 

\zmm,<o:)smx'^ s if-ji^^tmrn^r^^ 1 lt^ v^t pcr ^fr v^, pgr 

#>tbTt*-;Ht:^^§#'5:ii:^-^trk*~;Hfe;:|^mcD^5t:;&^£, (8) t*:i:;i/ 

b'-;HbS^$-frT#^)n^feOTa5§ (7) iznEm(D}i-Jl^tmm(DmiB.:^i^. 

p;6^e.is^$n^^>;&< ife i®"ra&-5 (8) izmm(D\i=.jHtmm(Dmj^:^m. 
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(10) mmmt^m<D^^r\z\i:zMtKit^^n^ (s) xtt o) izvd.m.<D 

It. ^mmm(Dp^^:&z^yx\tm^^M^-r^o ^tc. rpcRj tit^v>^^- 
:^mm(D\^~)Htmm\t. i^/.To (a) ~ (o (D\,^'rn7i)^<o:^mz^iomm 

(B) ymn^m^L'Tc^^ u:t^\ij^UdNTP(D^^-r. PGR ^mmi^tc 

(C) wV^^ K^S^t;^ dNTP (DW^T> PGR ^^MTS. 

100 mmu±(DAmo:>r ^ y m^^r^mm^mfzi^^m'^. pgr 

mmiz^K)mmi^s pgr (Di^<Dy-^'rv-ibT^ffi'r-§.e:<hT. s^oDs^^^tc 
7 5. y m^^-r^^m^^^-r^ z. pgr -^iSfc^jet^TfT^^cb 

)V7.)vy7i-=^if^v (DMso) mt(DK^^\iRzsmmm^^(DT^yMt<DKm'& 
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T^ffi-r-sctjcij:*?, }d::iMtK}^<DRmmm. Rmi\sLmm-^mmmzj^±T 

0 0 fg^;KDlSaj&W * U Vie 

m\Z\t.. 5- (3-T^yTU;P) -2'-7':t=^^S^^7U 5'- h U 3^^^ :7a:— h# 

iizEOTSy^T^tlpb^cp?^ dNTP (dATP. dGTP. dCTP. dTTP 
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^MiB3?iJ © i^iSSl t:: A $ nfe^m t ;^ ^ o 

ummm^<D}^-ji'm<Dmt. pgr ©^{c^ip-r '5 75/«T^iipufc5?i57ix 
:t^H©«ic:j;ofi&sjc^^t-^cii75^T#^o PCR (Dmizmwr^T^ym-v 

Mvx i.o^\o.omm%7t>^-^^izM^v\^\ 

5- (3-T5yTU;W -2'-7^::r^>'i:7U >f> 5'- h U sJnJT, :7 ac- hCDT^ U^V 
itm. 5- y -2'-5^:r^>"5'U>^> 5'- Nij2jN7.:7 3i-hODpt 

mxmmi^rciy^ ^ u:t^ \^^±m(D\£-jvMii]^jt^-^'ii:^:it\z^y)m^:ih 

±m<D}f::^Ji^m'Vi^mvrc^^U:t^\^&Z^ dm? CdAIP. dCIP^ dCTP. dTTP 

^^tsm^^m) (ow^T-v PCR ^mm-r^^tiz^v). pcr mmM<^tvT\Hu 
^r^. PGR \zmmt^iM(D:/^-('^—<Dm:J5y.\th-:&\z^ mput (a) od^ 

^^4'®tfn;vs(D^t^. ±m<D <D:f5mtmm. pcR®i^{c^jn"r§t'n;i/ 

, dNTP IC^UT 1. 0~10. OMft%/??^^$ SfC^ffSbV^o 
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n^i\tmm^m^ty)v^. nn2nm.^wjmy)v^. i-^i 4\-im 
mmm i 

T^^-f h^m^m\^^x MA i^m-^mmmiz^v). atgc (omm^^mv^^. 

5K^{c:T^ y^^W-r-Si^^^t bT. 1 mM© 5'-0-T5 /^=^>';i.-atgc7K^ 
m lO/zK H:^;Wb^JtbT 80iiiMO^^i7)j;|.^aD|7Ki^^|^ (DMSO tc^^^) 5 

7K#i®^;UjtJ3:. 1:40 T^So 
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ti^A: ^•:f'^)Vnyi7 C18 SG300 (4. 6inm i. d. X 250mm. 5 ^Ltm) 
^i&3fS : A : SmM NUX5^;i'T5>-Pi! (pH7. 5) 

B : T-fe h V Jl 0^20% (AOmin) 
mm : UV260nin 
: 1. Offll/min 

mmm 2-5 



<*i> 





m 


Kfs^m (%) 


mmm2 


20 


100 




10 


99. 1 




5 


97.4 


mmms 


2. 5 


26. 5 



mmm 1 tmrnizmi'^^n^t^o .k^sht^. mi^i^a-^^ h^^y^ —^mmi^. 
mmm e ~ 1 0 
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/\y y y^ ^ r 

m 






80 


100 




20 


99. 5 


Mmm 8 


10 


90. 8 




5 


90. 8 


m^m 1 0 


2. 5 


30. 1 



mmM 1 1 

T^^-r h^m^m^^xDm^m-^^mmiz^r)^ tgcgtcgatctc (@b3?ii#-^.i) 

^HJ^^it. J8JJiS^#f^^fT-5 ;iifc«i; 5'-0-T5y ^4^5^;^- tgcgtcgatctc 

tgcgtcgatctc 7X^^ iomk }d=^)i'itmtvx 2om(Dy^t$'i7VJvmmyi<imm^ 
msoizmm) s^is-^vife, iine>& loomM ^i^:^h»j'>A7j<^^5Aii ^ 

mmmi tmuo^i^x. mi^^w^h^^y^—xRjt^m^m^vrctz.^. 
Kmm^-^ mxxi^-Dftc 

mmm 1 2 

m:^mzm-r^o 
(1) im^m <Dmm 

1 g . ^JV^ ^ >mi- h U ^ A 10 g ^ KHjPO^ 0. 5g. K2HPO4 0. 5g. MgSO^- 7HjO 0. 5g/L, 
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pH7. 2) 100ml T30'c, 3 Bmmv. MrnvTzo ^(Dmm^iom^^^mmh. pgr 

<tir|?m ITS l#Sfel4'^B6) J'BSfP62¥9^ 18 B JC^te$nTV:.^o 
(2) PGR 

lTf^KL7c*^b*-;H{::^^S:rXaaaccctgacct (iB2?iJ#-^2) 
^^•^-iiVX^mV. (1) T|)IMb;ft^^#:^^MtLT PGR ^n-oTco 
aaaccctgacct (iB2?ll#^2) ^T'^v'^i^ T;V*Te/Taic^^:&'fe5^Ufeo 

PGR It. Ex-Taa (SSittt^) Ott^»(clJgi.^, TaKaRa PGR Thermal Cycler 
PERSONAL ^ffiViTff-Dfeo Sji&J^ 100 m 1 TfrV^, QSt: 30 55*0 

30 72'C \ ^^l1^-C^)liiV. 30lJ-f ^;Wffo;^o JlODSliStCcfcoX 512 
mS©«^0 5'5|5}^lf-;Hb3^M (BB^J#-^3) ifimm-^tirco 

cmmmn 3 ] 

tgcgtcgatc tctgggaacc gtacctgatc tctgcgtgaa aggaatacga tagtgagcga 60 

gcacgtcaat aagtacacgg agtacgaggc acgtaccaag gcgatcgaaa ccttgctgta 120 

cgagcgaggg ctcatcacgc ccgccgcggt cgaccgagtc gtttcgtact acgagaacga 180 

gatcggcccg atgggcggtg ccaaggtcgt ggccaagtcc tgggtggacc ctgagtaccg 240 

caagtggctcgaagaggacg cgacggccgc gatggcgtca ttgggctatg ccggtgagca 300 

ggcacaccaa atttcggcgg tcttcaacga ctcccaaacg catcacgtgg tggtgtgcac 360 

tctgtgttcg tgctatccgt ggccggtgct tggtctcccg cccgcctggt acaagagcat 420 

ggagtaccgg tcccgagtgg tagcggaccc tcgtggagtg ctcaagcgcg atttcggttt 480 

cgacatcccc gatgaggtgg aggtcagggt tt 512 

mmm 1 3 

V)V7s.\^^*)v^^mvrco #e>nfe:^m@^'fb^;n^20mg^t)tijufe„ mm 
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<^3> 





4. 8Mg% 




0. 2mm% 


APS im^myy'Ec-^A) 


0. lMfi%. 


TMED ( (N.N.N'.N'-5^h^p^5^;i^X5^1/>i?7 5 » ) 


0. 


tf-;Hfc^® (^JS^aj 1 1 TfPfig) 


250mM 



(TiS7ij;i.T5 H/'p<5^1/>H7.7^U;i/T^ F=95/5(wt/wt)) D ^f^SSUfeo 

4{::J3:. 5N$^t*n;Wb^^ (lIMM l l ffB^) (DMi^miz 5 nmol, 2. 5 nraol, 
0.5 nmol tTSi-S J;p (c:^?Ki?^JDL';^ o 
^ViT. -y-y-T U >^m^^i!j^B (T h -this AE-6 110) ^ffiV^T^ 50V 15 

£A± T ^ ;i t ^ L. 
1 4 
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<^4> 



ty-^- (7^^)17^ K/^5^l/>t*7.7i> UJPTS H=95/5) 


IQul 




20u 1 




5/z 1 


lOXTMED ( (N. N. N'.N'-^h^;<5";l'X5^V>i;T5 » ) 


5jLi 1 




10m 1 



y'\^^->;l'-tgcgtcgatctc : ^JfeM 1 1 ^mi^TzKl^m^. MMmi 2 (2 

) tmmizTCR^mmi.. ?ammmm^nrco z.<D?cmmmm^. m4<D\i- 

&.±<D^^Mizj:iD. ^i^ifzuHtmm^&y^^^-ti.xmi^K pcr ^n^K 
7S. \^y)v\zmMitx^^ct^mw&hrz. 
mmm 1 5 

m\z^^\d-M\:,mk(D^^i5mzm-t^o 

(1) PCR 
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mmmi2 (d ymmi^t^immt. >^^-rv-tbT tgcgtcgatctc (ih^j 

#^1) 2S^t)f aaaccctgacct (iB^J#-^2) ^m^^. PCR^fTofcc tgcgtcgatctc 
(MBa?!l#-^l) aaaccctgacct (iH^J#-^2) ity^zy^ Ay 7 jl-^z^T^lz^ 

PCR ti, ^^U:t^}^tVT dm? l\Z^hX 5-(3-T5 7 TU;M-2'-5^:e-^ 

tgcgtcgatc tctgggaacc gtacctgatc tctgcgtgaa aggaatacga tagtgagcga .. 60 

gcacgtcaat aagtacacgg agtacgaggc acgtaccaag gcgatcgaaa ccttgctgta 120 

cgagcgaggg ctcatcacgc ccgccgcggt cgaccgagtc gtttcgtact acgagaacga 180 

gatcggcccg atgggcggtg ccaaggtcgt ggccaagtcc tgggtggacc ctgagtaccg 240 

caagtggctcgaagaggacg cgacggccgc gatggcgtca ttgggctatg ccggtgagca 300 

ggcacaccaa atttcggcgg tcttcaacga ctcccaaacg catcacgtgg tggtgtgcac 360 

to tgtgt teg tgctatccgt ggccggtgct tggtctcccg cccgcctggt acaagagcat 420 

ggagtaccgg tcccgagtgg tagcggaccc tcgtggagtg ctcaagcgcg atttcggttt 480 

cgacatcccc gatgaggtgg aggtcagggt tt • 512 
(2) if=LJl.m<Dmx 

rays^wr^^mtbT. (i)xm^nr^mmimmm^4) (inmoi/mi) 

^m\^^rco cmS)^ 100niM(DNa2C03-NaHC03 7j<^;^5 m 1 tm^^i^. ^^x2mm. 

1 4 iimm\zmi^Lr:z„ 
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^mm 1 6 

PGR iz^^}d=:jHmm(Dmm:^mzm'r^c 

(1) }d-ji^m'cm^iyrzyi^uyt^\^(D^m 

T 5. y &X-^i^Vrc^ ^ U:t^ }^ tLT. SOmM O 5- (3-T 5 7 T U ;H -2'-5=':t 
=¥i^^^Ji?> b'-hV^7,y:c-h 10m 1 (DMSO fc^^) , t'- JHb^Ji UT 50mM 

<o ^ ^ ^ ^) )vm.^^7i^f^ (DMSO \zmm) ^mmvtzo cine.* loomM ® 

NajCOa-NaHCOs b til tU^V. ^^JST 2 B#KS^$ii-;fc„ 

(2) PGR 

dNTP 1 iC^bX (1) X'&^bifc^^ V^^K^ 0.05 CDi!l^TSP;^T. PGR 

tgcgtcgatc tctgggaacc gtacctgatc tctgcgtgaa aggaatacga tagtgagcga 60 

gcacgtcaat aagtacacgg agtacgaggc acgtaccaag gcgatcgaaa ccttgctgta 120 

cgagcgaggg ctcatcacgc ccgccgcggt cgaccgagtc gtttcgtact acgagaacga 180 

gatcggcccg atgggcggtg ccaaggtcgt ggccaagtcc tgggtggacc ctgagtaccg 240 

caagtggctcgaagaggacg cgacggccgc gatggcgtca ttgggctatg ccggtgagca 300 

ggcacaccaa atttcggcgg tcttcaacga ctcccaaacg catcacgtgg tggtgtgcac 360 

tctgtgttcg tgctatccgt ggccggtgct tggtctcccg cccgcctggt acaagagcat 420 

ggagtaccgg tcccgagtgg tagcggaccc tcgtggagtg ctcaagcgcg atttcggttt . 480 

cgacatcccc gatgaggtgg aggtcagggt tt 512 
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1 . T ^ y ^<^:^-r Hn;Wb^J t. H - ;HbSJi&$ Z. t ^^tS 

:=-Mtmm<Dm.m.-i5m. 

7. t:ri;i/X*l?^t$U;^5?i^ l/::^-5^FR(y?dNTP©#«ETTvPCR^fTVi. PCRif 

-fbJ^^^^jgz&j*, 

9. H-;Hb^j75«Ti^u;p^ii7K'^. ;<i$'>7 ^jjvmm^m. n-T.^ ^)u^ )v 
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<110> Mitsubishi Rayon Co. , LTD. 

<120> Method of producing yinylated nucleic acid 

<130> PH-1495-PCT 

<140> 
<141> 

<150> JP2001/32030 
<151> 2001-02-08 

<160> 5 

<170> Patent In Ver. 2.1 

<210> 1 
<211> 12 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 1 

tgcgtcgatctc 12 
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<210> 2 

<211> 12 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<400> 2 

aaaccctgac ct 12 

<210> 3 
<211> 512 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA (5'-0-vinylated DNA) 
<406> 3 

tgcgtcgatc tctgggaacc gtacctgatc tctgcgtgaa aggaatacga tagtgagcga 60 
gcacgtcaat aagtacacgg agtacgaggc acgtaccaag gcgatcgaaa ccttgctgta 120 
cgagcgaggg ctcatcacgc ccgccgcggt cgaccgagtc gtttcgtact acgagaacga 180 
gatcggcccg atgggcggtg ccaaggtcgt ggccaagtcc tgggtggacc ctgagtaccg 240 
caagtggctc gaagaggacg cgacggccgc gatggcgtca ttgggctatg ccggtgagca 300 

2/4 



BNSDOCID: <WO__J)20e2817A1 J_> 



wo 02/062817 PCT/JP02/01108 

ggcacaccaa atttcggcgg tcttcaacga ctcccaaacg catcacgtgg tggtgtgcac 360 

tctgtgttcg tgctatccgt ggccggtgct tggtctcccg cccgcctggt acaagagcat 420 

ggagtaccgg tcccgagtgg tagcggaccc tcgtggagtg ctcaagcgcg atttcggttt 480 

cgacatcccc gatgaggtgg aggtcagggt tt 512 



<210> 4 
<211> 512 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 



<400> 4 












tgcgtcgatc 


tctgggaacc 


gtacctgatc 


tctgcgtgaa aggaatacga 


tagtgagcga 


60 


gcacgtcaat 


aagtacacgg 


agtacgaggc 


acgtaccaag gcgatcgaaa 


ccttgctgta 


120 


cgagcgaggg 


ctcatcacgc 


ccgccgcggt 


cgaccgagtc gtttcgtact 


acgagaacga 


180 


gatcggcccg 


atgggcggtg 


ccaaggtcgt 


ggccaagtcc tgggtggacc 


ctgagtaccg 


240 


caagtggctc 


gaagaggacg 


cgacggccgc 


gatggcgtca ttgggctatg 


ccggtgagca 


300 


ggcacaccaa 


atttcggcgg 


tcttcaacga 


ctcccaaacg catcacgtgg tggtgtgcac 


360 


tctgtgttcg 


tgctatccgt 


ggccggtgct 


tggtctcccg cccgcctggt 


acaagagcat 


420 


ggagtaccgg 


tcccgagtgg 


tagcggaccc 


tcgtggagtg ctcaagcgcg atttcggttt 


480 


cgacatcccc 


gatgaggtgg 


aggtcagggt 


tt 




512 


<210> 5 












<211> 512 












<212> DNA 













<213> Artificial Sequence 
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<220> 

<223> Synthetic DNA 



<400> 5 








tgcgtcgatc 


tctgggaacc 


gtacctgatc tctgcgtgaa aggaatacga tagtgagcga 


DO 


gcacgtcaat 


aagtacacgg 


agtacgaggc acgtaccaag gcgatcgaaa ccttgctgta 


120 


cgagcgaggg 


ctcatcacgc 


ccgccgcggt cgaccgagtc gtttcgtact acgagaacga 


180 


gatcggcccg 


atgggcggtg 


ccaaggtcgt ggccaagtcc tgggtggacc ctgagtaccg 


240 


caagtggctc 


gaagaggacg 


cgacggccgc gatggcgtca ttgggctatg ccggtgagca 


300 


ggcacaccaa 


atttcggcgg 


tcttcaacga ctcccaaacg catcacgtgg tggtgtgcac 


360 


tctgtgttcg 


tgctatccgt 


ggccggtgct tggtctcccg cccgcctggt acaagagcat 


420 


ggagtaccgg 


tcccgagtgg 


tagcggaccc tcgtggagtg ctcaagcgcg atttcggttt 


480 


cgacatcccc 


gatgaggtgg 


aggtcagggt tt 


512 
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